wo 00/78754 



1 0/070328 

PCTAJSOO/17024 



1/40 



ORGAN/TISSUE 


CONTROL 
(SALINE) 


SOLVENT 
(DMSO/PG) 


LSSBio-294 
2mg/kg 


LSSBio-294 
lOmg/kg 


BRAIN 


NS* 


NS 


NS 


NS 


SKELETAL MUSCLE 


NS 


NS 


NS 


NS 


HEART 


NS 


NS 


NS 


NS 


THYMUS 


NS 


NS 


NS 


NS 


LUNG 


NS 


NS 


NS 


NS 


LIVER 


NS** 


NS 


NS 


NS 


SPLEEN 


NS 


NS 


NS 


NS 


DUODENUM 


NS 


NS 


NS 


NS 


PANCREAS 


NS 


NS 


NS 


NS 


KIDNEY 


NS 


NS 


NS 


NS 


SUPRARENAL 


NS 


NS 


NS 


NS 


URINARY BLADDER 


NS 


NS 


NS 


NS 



* NS INDICATES NO SIGNIFICANT CHANGE WHEN COMPARED TO ACONTROL UNINJECTED ANIMAL. 

** ONE ANIMAL OF THE CONTROL (SALINE) GROUP SHOWED AN INFLAMMATORY PROCESS (MONONUCLEAR 

INFILTRATION) IN THE UVER. 



FIG. 1A 



BEST AVAILABLE COPV substitute sheet (rule 26) 



10/070328 



WO 00/78754 PCT/USOO/17024 



2/40 




SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



10/070328 

PCT/US00/I7024 



3/40 





MOUSE 
# 


HEMATO 
CRIT 

(%) 


MEAN 


S.D. 


Lecxiu 
/m 


(n3 


MEAN 


S.D. 


HEM. 


/nunc 


MEAN 


SD 1 


SAUNE 


1 






0.71 








3.15 








3.41 


2 


44 


44.5 


143 


7.15 




981 


7.36 




3 


41 


275 


13.75 


4.93 


681 


lOi 


4 


48 


47 


2.35 




453 


13.6 


9.77 


5 


47 


20 


1 




417 


12.51 




6 


45 


54 


2.7 


406 


12.18 




SOLVENT 


1 


43 


44.0 


1.14 


54 


2.7 


3.76 


1.43 


333 


5.99 


10.33 


2.92 


2 












3 


43 


117 


5.85 


376 


11.28 


4 












5 


46 


69 


3.45 


406 


12.18 


6 


44 


61 


3.05 


396 


11.88 


USSBio-294 
2ing/kg 


1 


47 


46.2 




89 


4.45 


3.76 




418 


12.54 


12.38 


0.83 


2 


44 


67 


3.35 


399 


11.97 


3 


47 


44 


11 


398 


11.94 


4 












5 


46 


79 


3.95 


459 


13.77 


6 


47 


97 


4.85 


390 


11.7 


LASSBio-294 
lOmg/kg 


1 


49 


48.5 




40 


2 


2.80 




385 


11.55 


10.50 


1.48 


2 


48 


56 


2.8 




200 


6 


3 


45 


0.71 


164 


8.2 




350 


10.5 


4 


48 




64 


3.2 


1.13 ■ 


305 


9.15 




5 


47 




98 


4.9 




535 


16.05 




6 


48 




72 


3.6 




315 


9.45 



FIG. 1C 



SUBSTITUTE SHEET (RULE 26) 



■i ■ ■':.:^y!»,- 10/070328 

WO 00/78754 PCT/USOO/17024 

4/40 





GLUCOSE 
mg/dl 


UREA 
mg/dl 


CREATINE 
mg/dl 


TOTAL 
PROTEIN 
g/dl 


ALBUMIN 
g/dl 


GLOBULIN 

g/dl 


RATIO 
A/G 


TGO 

m 


TGP 
U/l 


SALINE 


182 


57 


0.4 


6.1 


3.8 


2.3 


1.6 


148 


80 


30 


41 


0.5 


6.0 


3.6 


2.4 


1.5 


194 


68 


45 


51 


0.5 


5.6 


- 


- 


- 


233 


62 


29 


35 


0.2 


5.5 


- 


- 


- 


130 


- 


170 


56 


0.5 


5.3 


3.6 


1.7 


2.1 


164 


65 


SOLVENT 


155 


58 


0.3 


5.0 


3.3 


1.7 


1.9 


117 


79 


105 


61 


0.3 


4.8 


2.8 


2.0 


1.4 


152 


69 


122 


53 


0.6 


4.9 


3.3 


1.6 


2.1 


136 


54 


124 


55 


0.3 


5.3 


3.4 


1.9 


1.7 


154 


63 


LASSBio-294 

f% ft 

2ing/kg 


97 


55 


0.5 


4.8 


3.1 


1.7 


1.8 


106 


56 


131 


34 


0.4 


4.9 


U 


1.7 


1.8 


124 


45 


175 


77 


0.2 


6.0 








101 




166 


63 


0.4 


5.6 


3.7 


1.9 


1.9 


211 


100 


93 


65 


0.4 


6.0 








198 


84 


LASSBio-294 
lOmg/kg 


179 


45 


0.4 










259 


92 


70 


55 


0.3 


4.9 


3.8 


1.1 


3.4 


148 


74 


86 


91 


0.6 










137 


50 


132 


67 


0.6 


6.1 








284 


127 


134 


72 


0.5 


7.7 








100 


64 


120 


44 


0.3 


5.5 


3.8 


1.7 


2.2 


156 


111 



FIG. ID 



SUBSTITUTE SHEET (RULE 26) 



WOOO/78754 



5/40 



10/070328 

PCT/USOO/17024 



DMSO 


Tp(ms) 


To.5('"s) 


To.eN) 


1 


36 


38 


60 


2 


31 


33 


52 


3 


41 


34 


53 


AVERAGE 


36 


35 


55 


SE 


2.89 


1.53 


2.52 










#2g4(25uM) 


Tn/msi 


Tn Kims) 

0.0""''/ 




1 


42 


38 


58 


2 


41 


30 


48 


3 


41 


31 


49 


AVERAGE 


41 


33 


52 


SE 


0.33 


2.52 


3.18 










AVERAGE 
(#294/DMSO) 


1.14 


0.94 


0.95 



FIG. 1E 



SUBSTITUTE SHEET (RULE 26) 




SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



7/40 



10/070328 

PCTAJSOO/17024 




[LASSBio-294].^M 

FIG. 3 



SUBSTITUTE SHEET (RULE 26) 



10/070328 

PCT/USOO/17024 



8/40 



CONTROL 



50 



100 



WASH 



400 ms 200 ms 



FIG. 4 



SUBSTtTUTE SHEET (RULE 26) 



10/070328 

WO 00/78754 PCT/USOO/17024 



9/40 




SUBSTITUTE SHEET (RULE 26) 



wo 00/787S4 



10/40 



10/070528 

PCTAJSOO/17024 




SUBSTITUTE SHEET (RULE 26) 



11/40 



1 8/ 070 52 S 

PCT/USOO/17024 




FIG. 7 



SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



12/40 



10/070328 

PCTAJSOO/17024 




1 1 1 1 T 

0 2 4 6 8 

LOADING TIME (min) 

FIG. 8 



SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



13/40 



,0/070 ^2? 

PCT/USOO/17024 



o 

LU 

cry 
O 

CO 




[LASSBio-294],^M 

FIG. 9 



SUBSTITUTE SHEET (RULE 26) 



&/070J28 

WO00/787S4 PCT/USOO/17024 



14/40 



CO 




suBsrrruTE sheet (rule 26) 



lC^/07032e 

wo 00/78754 PCT/USOO/17024 

15/40 



120 - 




0.0 0.1 1.0 10.0 100.0 

[CAFFEINE], mM 

FIG. 11 



SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



19/070328 

PCT/USOO/17024 



16/40 




SUBSTITUTE SHEET (RULE 26) 



WO 00/78754 



17/40 



1 0/070328 

-.PCTAJSOO/17024 



LASSBio-294 HAS NO EFFECT ON THE ISOMETRIC TENSION INDUCED BY 

- VARIOUS CONCENTRATIONS OF Ca2+ IN CARDIAC FIBERS WITH 

SARCOLEMMA REMOVED AND SR MEMBRANES DISRUPTED 
80 T , 



£60- 




6.8 6.4 6.0 5.6 5.2 4.8 
-Log[Ca2+|M 

FIG. 13 



SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



I0Z070328 

pcriyusoo/17024 



18/40 



USSBio-294-INDUCED RELEASE OF Ca^* FROM THE SARCOPLASMIC 
RETICULUM OF ISOLATED HUMAN SKELETAL MUSCLE FIBERS WITH 
SARCOLEMMAL MEMBRANE REMOVED 




pCa7.0 





lllllliilillllin iillHIUItlllL 



HiilhUlllllltHt loi 



pCa7.0 



L-100fiM 



200 mg I 

LOAD I 

400 s 





100-1 


Q. 


80- 


INSIONi 


60- 


=TRICT£ 


40- 


ISOME 


20- 
0- 



CAFFEINE- 20 mM 
ZZ3 294 - 25 uM 
CSS 294-50uM 
CX3 294-100^M 





1 


[1 


i 







FIG. 14 



SUBSTITUTE SHEET (RULE 26) 




SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



I 0/070328 

PCTAJSOO/17024 



20/40 



o 




FiG. 16 



SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



1 0/070328 



PCT/USOO/17024 



21/40 






CD 






SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



1 0/070328 

PCT/USOO/17024 




SUBSTITUTE SHEET (RULE 26) 



wo 00^8754 



10/070328 

PCTAJS00/I7024 



23/40 






C3 
CO 



05 






fvl 



o 

cr: 



o 
o 



^ S 

O CO 
CO 



CO 



SUBSTITUTE SHEET (RULE 2B) 



> 10/070328 

WO 00/78754 PCT/USOO/17024 

24/40 



2 n 



TWITCHANDIOHz 

12.5 nM (NEW) 
0.1 Hz STIMULATION 

AFTER 40 MINS IN EACH SOLUTION WITHOUT STIMULATION 



DMSO 
TWITCH 



1 - 



12.5 )iM 
TWITCH 



1.40 



12.5 fxM 
10Hz 



DMSO 
10Hz 




FIG. 20 



SUBSTITUTE SHEET (RULE 26) 



Vy.n^'^ 10/070328 

WO 00/78754 PCT/USOO/17024 

25/40 



o 

CO 



1.40 
1.35 - 
1.30 - 
1.25 - 
1.20 - 



1.15 H 

CNI 

*^ 1.10 - 
1.05 - 
1.00 
0.95 H 
0.90 



o 12.5^M(n=4) 
• 25^M(n=4) 




-1 1 1 1 1 r- 

10 20 30 40 50 60 

FREQUENCY (Hz) 

FIG. 21A 



~T r 

70 80 



DMSO 



90 100 



SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



26/40 



10/070328 

PCT/USOO/17024 



2 - 



if 
">< 



1 - 



TWITCH 
12.5 jiM 

CYCLEp/ITCH,10.30.60,90Hz) 



DMSO 



12.5 ^M 



DMSO 




FIG.21B 



SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



27/40 



10/070328 

PCT/USOO/17024 



TWITCH 

120 T 




"1 1 1 1 ] 1 1 

850 900 950 1000 1050 1100 1150 

TlME(ms) 

FIG. 22 



SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



28/40 



10/070328 

PCT/USOO/17024 




CONCENTRATION OF LASSBio-294 (fiM) 

FIG. 23 



SUBSTITUTE SHEET (RULE 26) 



m » •'■^"-^ t 10/ 070 3 2 8 

WO 00^8754 PCTAJSOO/17024 

29/40 



TWITCH 
LASSBio-294(25HM) 




3000 3050 3100 3150 3200 3250 3300 



TIME(ms) 

FIG. 24 



SUBSTITUTE SHEET (RULE 26) 



1 0/070328 

WO 00/78754 PCT/USOO/17024 

30/40 



1.2 -I 



1.0 - 



0.8 - 



ti= 0.6 - 



0.4 - 



0.2 - 



0.0 





n 


toMSG 










m 






m 













-^LASSBio-294 
(12.5 fiM) 



NORMAL RINGER (NR)- 

tf^f^=1.53min 

^DMSO'^^niin 

tl2.5Mm=314min 



1^ 

10 



— r- 
20 



1^ 

30 



40 



NUMBER OF STIMULATION 



FIG. 25 



-T- 

50 



—I 
60 



~~i 1 1 1 1 1 r 

0.0 0.8 1.6 2.4 3.2 4.0 4.8 

TIME(min) 



SUBS I IT U I h SHEET (RULE 26) 




SUBSTITUTE SHEET (RULE 26) 



wo 00/78754 



1 0/070328 

PCT/USOO/17024 




1 0/070328 

PCT/US00/17Q24 

33/40 

Tn/ To -TIME 

1.2 
1.0 
0.8 

^ 0.6 

I — 

0.4 
0.2 
0.0 

0 50 100 150 200 250 300 350 
TIME OF FATIGUE (sec) 

FIG. 27 

SUBSTITUTE SHEET (RULE 26) 



Y/O 00^78754 



• CONTROL 




I 0/070328 

PCTAJSOO/17024 

34/40 



100 -I 
90 - 
80 - 
70 - 
60 - 
50 - 
40 - 
30 - 
20 - 
10 - 
0 



DMSO 



LASSBio-294 
(SOrxM) 



FIG. 28 



SUBSHTUTE SHEET (RULE 26) 



.S....... .'^^ 10/070328 

WO 00/78754 PCTAJSOO/17024 

35/40 



80% TENSION RECOVERY 
AFTER 50% FATIGUE 





120 -] 




110 - 




100 - 




90 - 




80 - 




70 - 






LU 


60 - 








50 - 




40 - 




30 - 




20 - 




10 - 




0 -- 



OMSO{50) 



=294(50[iM) 



I 



FIG. 29 



SUBSTITUTE SHEET (RULE 26) 



36/40 



10/070328 

PCT/USpO/17024 



NEUROMUSCULAR TRANSMISSION IS NOT AFFECTED BY LASSBio-294 




LASSBio-294 - 5mg.Kg-i 

10 mm Hg 

24s 



FIG. 30 



SUBSTITUTE SHEET (RULE 26) 



10/070328 

PCT/USOO/17024 

37/40 



NEUROMUSCULAR TRANSMISSION IS NOT MODIFIED BY 
LASSBio-294 




ALLOFERINE0.6mg.Kg- 



FIG. 31 



wo 00^78754 



SUBSTITUTE SHEET (RULE 26) 



10/070328 

PCT/USOO/17024 

38/40 



120 
100 



n=9 



n=9 

t 

-X. 



80 - 
60 - 
40 - 
20 
0 



n=9 



n=9 
JL 



n=3 



rgS n=3. 



Nor LB294LB294 Ach iBMX DMSODMSO ETOH 
1 fxM SOfiM lOO^M 1 SOfiM 0.06% 0.12% 025% 



FIG. 32 



120 
100 



■ n=13 n=13 n=13 



80 - 
60 - 
40 - 
20 - 



Nor 
1|iM 



LB294 
100|iiM 



Ach 



n=3 - 



n=8 
50\M 



OMSO 
0.12% 



FIG. 33 



SUBSTITUTE SHEET (RULE 26) 



10/070328 

PCT/USOO/17024 

39/40 





n=1( 


} 


n=1( 

* 


) 


n=1( 

. T 

1 


) 


n=1t 

T 


) 


n=1l 


3 


n=3 





Nor LB294 LB294 Ach Ach DMSO 

ImM IOO^M 100jiM+ IfiM 1^M+ 0.12% + 

1-NAME l-NAME 1-NAME 

100^M lOOfxM lOOfiM 



FIG. 34 





n=5 


n=3 . 

T 








n=5 
* 

p. T 




n=5 











Nor LB294 LB294 100mM DMSO 

1|iM lOOjiM AFTER 1-NAME 0.12% 

ioomm+ after 
indomiomM treatment 



FIG. 35 



SUBSTITUTE SHEET (RULE 26) 



mr-.,:.^ — 10/070-328 

wo 00/78754 PCT/USOO/17024 

40/40 



1 



o 
o 



o 
a 



o 

S5 



140 

120 
100 
80 - 
60 - 
40 - 
20 - 
0 



n=6 



n=6 



n=6 
** 

I 



n=6 . 



n=6 



No^1^M LB294 LB294 Ach1(iM Ach1)iM 
100}iM tOO)xM * 

* MB30)iM 
MBSOfiM 



FIG. 36 





180 n 


o 
1— 


160 - 


NTRAC 


140 - 


120 - 


o 
o 


100 - 


o 

LU 


80 - 


O 


60 - 


O 


40 - 


O 


20 - 
0 ^ 


U- 

O 









n=4 



n=4 



n=4 n=4 



n=4 - 



n=4 



Nor1^MLB294 MB MB Ach MB30uM 
IOOmM 30^M 30|iM IfiM * 

* AchiMM 
LB294 
lOO^M 



FIG. 37 



SUBSTITUTE SHEET (RULE 26) 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 



Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 

□ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 



□XOLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: . 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem MaObox. 



BEST AVAILABLE IMAGES 




